Sample Application: Genetically Engineered Microorganisms

No CBI

m——
DEPARTMENT OF AGRICULTURE

U.S.
BIOTECHNOLOGY, BIOLOGICS, AND ENVIRONMENTAL PROTECTION

APPLICATION FOR PERMIT OR
COURTESY PERMIT UNDER 7 CFR 340

(Genetically Engi d Org or P 1s)

INSTRUCTIONS:
enclose the supporting malenals listed on the
reverse side. See page 3 for detalled instructions.

Complete this form and

1. NAME AND ADDRESS OF APPLICANT

Dr. Jane Doe ‘
Paige-Sullivan Boiotechnologies, Ltd.
6505 Belcrest Raod, Hyattsville, MD 20782

Area Code ( )

2. PERMIT REQUESTED (“X" one}
X)E Limited - interstate Movement
D Limited - Importation
D Release into the Environment
D Courtesy Permit

3. THIS REQUEST IS (X" one)

XX@ New
D Renewal

D Supplemenial

rS

. TELEPHONE NUMBER

5. MEANS OF MOVEMENT

(301) 436 - 7612 XXX ] Mait

D Baggage or Handcarried

D Common Carrier By whom
6. GIVE THE FOLLOWING (if applicable) (if more space is needed, attach additional sheet)
Scieatilic Name Coinmon Name Trade Name Other Designation

Erwinia chrysanthemi CUPCPB 1237 (riff, strpF)

a Donor Organism.

Escherichia coli HB 101

b. Recipient Organisin.

c Vector or Vecior Agent. pBR322 and transformation

d Regulated Orgamsm or Product E. coli expressing pectate 1yase (F(:SR]-)

e If product, ist names ol conslituenls.

7. QUANTITY OF REGULATED ARTICLE TO BE INTRODUCED AND PROPOSED SCHEDULE

8. DATE (or inclusive dates of period) OF IMPORTATION, INTERSTATE MOVEMENT,
AND NUMBER OF INTRODUCTIONS

OR RELEASE

one 2 ml culture vial Jan. 199X
9. COUNTRY OR POINT OF ORIGIN OF THE REGULATED ARTICLE 10. PORT OF ARRIVAL, DESTINATION OF MOVEMENT, OR SPECIFIC LOCATION OF
RELEASE

Dr. A. Collmer, Dept. of Plant Pathology .
Cornell Univeristy? Ithaca, NY Hyattsville, MD

11. ANY BIOLOGICAL MATERIAL (e g., culture medium, or host material) ACCOMPANYING THE REGULATED ARTICLE DURING MOVEMENT
culture media

12, APPLICANTS FOR A COURTESY PERMIT - STATE WHY YOU BELIEVE THE ORGANISM OR PRODUCT DOES NOT COME WITHIN THE DEFINITION OF A REGULATED ARTICLE

13. SEE REVERSE SIDE

1 hereby certify that the information in this lication and all h is lote and

to the best of my knowledge and belief.

False Statement: Fatsification of any item on this application may result in a line of not more than $10,000 or imprisonment for not more than 5 years or both. (18 U.S.C. 1001)

14. SIGNATURE OF RESPONSIBLE PERSON 15. PRINTED NAME AND TITLE 16. DATE
% 7}) ” Jane Doe, Regulatory Affairs Officer 10/29/9X
FOR APHIS USE ONLY
State Nolilication Sent State Review Received et uzuod
D Yas D No
Date of Determination Permit No. No. of Permit Labels Issued P Conditions Enclosed
D Yes D No
Signature of BBEP Official Date Expiration Date
bmemm————————
Apﬂla SS%M 2000  Repiaces PPQ Form 1001 which may be used. (continued on reverse)
9)
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Sample Application: Genetically Engineered Microorganisms

ENCLOSED IF PREVIOUSLY SUBMITTED,
ENCLOSURES X7 LIST DATE & PERMIT NO.

Names, addresses, and teleph bers of the p who developed and/or
supplied the regulated article

A description of the antici d or actual exg ion of the allered genetic material
in the regulated article and how that expression dmers from the expression m the
non-modnhed parental organism (e.g., hol | or structural ch
h | activities and pi number of copies of inserted genetic material
and lhe physical slale of lms material inside the recipient mgamsm {integrated or
d and i growth ch

A detailed description of the molecular biology of the system (e g . donor-
recipient-vector) which is or will be used to produce the regulated article

Counlry and locality where xhe donov pani ipi g and vector or
vector agent were coll d and produced X

A detailed descnption of the purpose for the lnuoducnon of the regulated article
including a detailed p of the propased exp al and/or production design.

A detailed description of the processes, procedures, and saleguards which have besn
used or will be used in the counlry ot ongm and in the United States to prevent

ination, rel and ation in the production of the. donor organism;
recipient organism; vector or vector agent, constituent of each reguiated article which
is a product, and, regulated article.

A detailed description of the intended destination (including hinat and all intermediate
destinations), uses, and/or distribution of the regulated article {e g., greenhouses,
laboratory, or grawth chamber location; field trial location, pilot projact location,
production, propagation, and manufacture location; proposed sale and distnbution X
location).

h A iled d iption of the pi d p d and saf ds which
will be used to p t pe and di inati ot the regulated article at each of the X
intended destinations.

A detailed d iption of the proposed methad of final disposition of the reguiated article X

Public reporting burden for this of Iati k 10 5 hours per responss, including the tima for

] il isting data sources, qam-vlna and m.lnuinina 1he data needad, and completing and reviewing
the of | this burden estimate or any other aspect of this collection ol information,
including suggestions for ududna this burden, to D-panmonl of Agriculture, Clearance Ollicer, OIRM, Room 404-W, Washington,
D.C. 20250; and to the Ottice of inlormation and Regulatory Attairs, Oftice of Management and Budget, Washington, D.C. 20503.

APHIS FORM 2000 (Reverse)




Enclosure No CB1

13c. Total DNA was isolated from E. chrysanthemi, partially digested with SausA, sized on a
sucrose gradient, and DNA fragments (4 kb) were pooled. pBR322 DNA was digested with BamH1
and dephosphorylated with alkaline phosphatase. Ligation of pBR32R and Sau3A-digested

E. chrysanthemi DNA was with T4 DNA ligase. E. coli HB101 was transformed with recombinant
plasmid DNA by CaCl2 (Mandel and Higa 1970). Transformants were screened for their ability to
sink into pectate semisolid agar. Restriction mapping of the cloned DNA was performed by stan-
dard procedures.

13d. E. chrysanthemi was obtained from the Cornell University Collection of Phytopathogenic
Bacteria. E. coli HB101 was obtained from ATCC and pBR322 was obtained from Bethesda Re-
search Laboratories, Gaithersburg, MD

13g. E. coli expressing pectate lyase will be manipulated in a laboratory setting. No experiments
will be performed in growth chambers or greenhouses. The only experiments involving plant
material will be the maceration of potato tuber discs as described in enclosed reprint (Collmer et al.
19858).

13h. All constructs were prepared according to the NIH Guidelines for Research Involving Recombi-
nant DNA Molecules. All manipulations of recombinant bacteria were carried out in a laminar flow
biosafety cabinet using “good microbiological practices.” These experiments have been approved by
our Institutional Biosafety Committee (IBC).

13i. All products containing the regulated article will be autoclaved prior to final disposal.
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